Since 1969, when Avrameas (1) In the assay, a known amount of anti-SEB is added to the sample containing an unknown amount of free SEB. Then the conjugate (enzyme-SEB) is added. Free SEB (to be measured) competes with enzyme-linked SEB for antibody binding sites. Because the enzyme linked with SEB is rendered inactive with the attachment of anti-SEB, enzyme activity, measured photometrically, is related directly to the concentration of free SEB.
The search for an appropriate enzyme for the conjugate led to our choice of j-amylase because this enzyme is not produced by Staphylococcus The complex was separated from other fractions on a Bio-Gel P-150 column (1 by 40 cm; Bio-Rad Laboratories, Richmond, Calif.), which had been equilibrated with the buffer, by elution with the same buffer. Absorbance at 280 nm was measured for each of the 1-ml fractions, and those fractions in the first protein peak eluted were pooled. The conjugate was assayed for amylase activity by the Bernfeld method (2). To increase the readings, the time of substrate reaction was increased from 3 to 10 min for most systems.
The appropriate dilution of each conjugate preparation was selected that would give an optical density reading in the 0.6 to 0.8 range, which was obtained with dilutions between 1:15 and 1:20. Anti-enterotoxin B serum titrations were then carried out with antiserum dilutions of 1:100 to 1:800. The dilution selected was in the zone of slight antigen excess, which was 1:400 with the particular lot of antiserum used in this study. (Fig. 1) .
The assay method has been used for NZ Amine NAK culture medium for S. aureus and food extracts containing known amounts of SEB. S. aureus, strain S-6, grown in 4% NAK supplemented with 0.5 jig of thiamin per ml and 10 ,Ag of niacin per ml under aerated conditions, produced 120 1Lg of SEB per ml as determined by the Oudin single gel diffusion method (4) . Dilutions of 1 to 100 ng of toxin per ml were made with 4% NAK which had been dialyzed against phosphate buffer. Whole milk was acidified to pH 4.5 with 1 N HCI, centrifuged, and adjusted to pH 6.8 with 1 N NaOH. For mayonnaise, 1 ml of phosphate buffer was added per g of mayonnaise, homogenized in a blender, and centrifuged. For weiners, 1 ml of phosphate buffer was added per g of meat, homogenized in a blender, and centrifuged. For cornstarch, a 4% starch paste in 4% NAK (7) was centrifuged. All supernatants were dialyzed overnight before assay. SEB dilutions of 5 to 100 ng/ml were made with the dialyzed food extracts. Antiserum and conjugate controls and blanks all contained food extracts or NAK. SEB controls without antiserum were also done with the 100-ng/ml samples. For unknown samples, similar food extracts were added to the antiserum controls. Because all controls contain food extracts or culture media, it is possible to detect any inhibitory or stimulatory effect of the medium or food extracts upon the assay system itself.
The absorbances obtained for SEB dilutions of 1, 5, 10, 25, 50, 75 and 100 ng/ml made with dialyzed NAK were 0.60, 0.63, 0.69, 0.81, 1.11, 1.56 and 1.77. As shown in Table 1 
